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Abstract
Background: Argonaute2 protein (Ago2) is a key component of RNA-induced gene silencing
complex, which is crucial for microRNA-mediated repression of target genes. The function of Ago2
in the mouse oocyte and early embryonic development is less well characterized but it is likely to
have an important role in regulating maternally inherited mRNA. We have examined the role of
Ago2 by conditional deletion of the gene in developing oocytes.
Results:  Ago2 was deleted specifically in the growing oocytes. Although the Ago2-deficient
oocytes are able to develop to mature oocytes, they have abnormal spindles and chromosomes
that are unable to cluster together properly. This phenotype is very similar to the phenotype of
Dicer-deficient oocytes. We examined the microRNA expression profile in the Ago2-deficient
oocyte and found that the expression of most microRNAs was reduced by more than 80%. To
determine the downstream genes that are regulated by Ago2, we used microarray analysis on
Ago2-deficient oocytes and found that 512 genes were upregulated and 1,073 genes were
downregulated (FC > 2, P < 0.05).
Conclusion: Our study shows that Ago2 has a key function in the mouse oocyte through global
regulation of microRNA stability, and through this mechanism it affects gene expression in
developing oocytes.
Background
MicroRNAs (miRNAs) are single-stranded RNA molecules
of around 21 to 23 nucleotides that play a variety of roles
in gene expression regulation in different species [1-5].
We and others have previously shown that Dicer, an
RNase III family ribonuclease that cleaves miRNA precur-
sor (pre-miRNA) into mature miRNA, is essential for
mouse oogenesis [6,7]. Dicer-deficient oocytes were
almost entirely depleted of miRNAs and showed disor-
ganized spindle formation. Mature miRNAs are loaded
into an RNA-induced gene silencing complex (RISC) that
contains Argonaute (Ago) family proteins [8]. All four
members, Ago1 to Ago4, can repress target gene expres-
sion through either the reduction in the length of the
polyA tail of mRNA, or by inhibiting translation [9]. How-
ever, only Ago2 has the slicer activity that cuts the targeted
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mRNA recognized by miRNAs. Here we describe the effect
of loss of Ago2 in mouse oogenesis by specific deletion of
Ago2 in the growing oocyte.
Results
Phenotype of Ago2-deficient oocytes
It is known that loss of function of Ago2 leads to embry-
onic lethality at around embryonic day 9.5 (E9.5) [8].
However, the role of Ago2 during oogenesis and in early
embryonic development is unknown. To understand the
function of Ago2 in mouse oogenesis and early embryonic
development, we generated [Ago2F/F, Zp3-Cre] mice to
disrupt Ago2 function specifically in growing oocytes by
deletion of the Ago2 floxed conditional allele [9], by
crossing with Zp3-Cre transgenic mice that express Cre
recombinase under the control of zona pellucida glyco-
protein 3 promoter (Zp3) in the growing oocyte [10]. It is
known that Zp3 is expressed only in the growing oocytes
after birth. Thus, this allows us to knockout Ago2 exclu-
sively in the growing oocytes in order to examine the role
of Ago2 in oogenesis and early development.
First, we isolated oocytes from postnatal day 10 (P10)
conditional knockout females to examine the efficiency of
deletion by Zp3-Cre and found that almost all the oocytes
had already undergone Cre-mediated deletion at this time
(Figure 1A). We then mated these conditional knockout
females with wild-type males to test for development of
fertilized Ago2-depleted oocytes. None of the females
were found to be pregnant from these crosses although
the ovaries looked normal (Figure 1B), and the ovulated
metaphase II (MII) oocytes were morphologically indis-
tinguishable from wild-type oocytes in their appearance,
maturity, size and number (data not shown). When we
recovered early embryos at E1.5 from mutant and control
females mated with the wild-type males, we found that
most of the mutant embryos had failed to undergo the
first cleavage division and appeared to be fragmented
(Figure 2A and Table 1). This was also the case at E2.5.
There were rare exceptions, however, where a few embryos
looked normal at E1.5, and these developed to normal
blastocyst stage in vitro (Table 1). We isolated genomic
DNA from these embryos for genotyping and found that
they contained an intact Ago2 allele, which indicates that
in a few cases the floxed Ago2 allele fails to be deleted by
Zp3-Cre during oogenesis (data not shown).
To understand the mechanism of the developmental
arrest phenotype, we checked the spindle organization of
these Ago2-deficient oocytes by fluorescent immunostain-
ing for tubulin. We found that the spindle formation is
abnormal in knockout oocytes, and the chromosomes did
not cluster together properly (Figure 2B). So although the
morphology of the oocytes is totally normal, these Ago2-
deficient oocytes already have a severe defect of spindle
formation and chromosome arrangement, which is simi-
lar to the defect observed with the Dicer knockout oocytes
[6].
Reduced miRNA expression and disruption of gene 
expression pattern in Ago2-deficient oocytes
Argonaute proteins are important for mediating the func-
tion of miRNAs. To further understand the function of
Ago2 in relation to miRNAs, we carried out real-time PCR-
based miRNA profiling to compare Ago2-deficient mature
oocytes with wild-type controls [11,12]. We found that
there is a decrease in miRNAs of more than 80% (Figure 3
and Table 2), which indicates that Ago2 is crucial for the
biogenesis or stability of miRNAs during oogenesis.
To further understand the downstream genes regulated by
Ago2, we performed single cell cDNA microarrays and
compared Ago2-deficient oocytes with the wild-type con-
trols [6,13]. We found that 512 genes are upregulated and
1,073 genes are downregulated in Ago2-deficient oocytes
(FC > 2, P < 0.05; Additional file 1). We confirmed the
array results by real-time PCR (Additional file 2). This sug-
gests that a large proportion of genes in oocytes are regu-
lated by Ago2.
Previously we showed that Dicer is essential for oogenesis,
and the phenotypes of Dicer- and Ago2-deficient oocytes
Table 1: Number of E1.5 and E2.5 embryos derived from wild-type (WT) and Ago2-deficient (KO) oocytes.
Litters Non-divided 2-cell 8-cell Fragmented
E1.5 (WT) 5 1 44 (83%) - 8
E1.5 (KO) 21 87 9 (5%) - 80
E2.5 (WT) 2 0 0 12 (100%) 0
E2.5 (KO) 2 2 0 0 (0%) 8
Embryos were isolated from the oviducts of wild-type and Ago2 conditional knockout females one day (E1.5) or two days (E2.5) after plugged by 
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are remarkably similar [6,7]. We therefore asked if the
downstream genes affected by these two knockouts are
also similar. We compared genes affected by these two
knockouts and found that, in fact, only a proportion of
the genes regulated by Ago2 and Dicer overlap (Addi-
tional file 1). Dicer and Ago2 regulate a large number of
genes but they appear to be distinct sets of genes [6]. This
proves that although the phenotype of the Dicer- and
Ago2-deficient oocyte is similar, the downstream genes
affected are distinct.
We next examined the microarray results in more detail by
asking how the Ago2 knockout affects genes that are regu-
lated dynamically from the germinal vesicle (GV) oocyte
stage to mature oocyte stage. We found that for the genes
upregulated from GV oocyte to mature oocyte (1,470
genes), 39% (572 genes) are downregulated in Ago2
mutants (Figure 4) whereas only 5% of them (69 genes)
are downregulated in the case of Dicer knockout [6]. This
indicates that Ago2 is more important for turning on
mature oocyte specific genes during development from
GV oocyte stage to mature oocyte stage. On the other
hand, of genes downregulated from GV oocyte to mature
oocyte stage (5,090 genes), 10% (486 genes) are upregu-
lated in Ago2 mutants (Figure 4), whereas 52% of them
(2,640 genes) are upregulated in Dicer mutants [6]. This
indicates that Dicer is more important for clearance of GV
oocyte-specific genes during development from GV
oocyte stage to mature oocyte stage. This also indicates
that Ago2 and Dicer have distinct roles. Further analysis of
these mutants may reveal the role of miRNAs in mouse
oogenesis.
Discussion
Argonaute2 protein is the core component of RISC. This
protein binds to miRNAs which, in turn, mediates repres-
sion of their target mRNAs through post-transcriptional
gene silencing. Ago2 is a unique member of Argonaute
protein family because it has slicer activity that can cut
perfect complement targets of miRNAs and small interfer-
ing RNAs (siRNAs) [8]. It has recently been shown that
Ago2 also has an important slicer-independent activity for
miRNA processing and/or stability [9]. Until this study,
however, the function of Ago2 in mouse oogenesis and
early embryonic development was unknown. By deleting
Ago2 specifically in the growing oocyte by mating with
Zp3-Cre mice, we found that these females are sterile.
Although Ago2-deficient oocytes can develop to morpho-
logically normal mature oocytes, the spindle and the
organization of the chromosomes are abnormal. We ana-
lyzed the miRNA expression profile in the Ago2-deficient
oocyte and found that miRNAs were globally downregu-
lated by over 80%. This showed that Ago2 is crucial for
stabilizing and/or processing of miRNAs in oocytes. We
also analyzed the downstream genes regulated by Ago2 by
single cell microarray in wild-type and Ago2-deficient
oocytes. There was a large-scale change in the gene expres-
sion profile after deletion of Ago2. The genes affected by
Ago2 knockout only partially overlap with the genes
affected by Dicer knockout, which means that although
the phenotype is similar, the oocyte-specific Ago2 knock-
out shown here represents a unique model for post-tran-
scriptional gene silencing in oocytes.
These results contrast with the recent publication from
our laboratory on development of Dicer- and Ago2-defi-
cient primordial germ cells (PGCs) and spermatogonia
[14]. Dicer-deficient PGCs and spermatogonia showed
poor proliferation, whereas spermatogenesis in Ago2-
deficient testis was normal. It is possible that there are dis-
tinct roles for miRNAs in oogenesis and spermatogenesis,
especially considering that there are a lot of Piwi-interact-
ing RNAs (piRNAs) in mouse testis [15-19]. However,
more recently, two groups demonstrated that there are a
number of endogenous double-stranded RNAs (dsRNAs)
in mouse oocytes and that they control retrotransposon
expression and protein-coding transcripts by forming
dsRNA structures [20,21]. piRNAs are also expressed in
mouse oocytes and bound by MILI, which regulates retro-
transposon expression [20]. Furthermore, Dicer- and
Ago2-deficient oocytes showed decreased siRNA expres-
sion and increased mRNA expression complementary to
Genotyping of oocytes isolated from P10 (ten days after  birth) Ago2 conditional knockout females Figure 1
Genotyping of oocytes isolated from P10 (ten days 
after birth) Ago2 conditional knockout females. (A) 
Both floxed and deleted Ago2 alleles are amplified simultane-
ously by specific primer pairs. (B) HE staining of ovaries from 
Ago2 conditional knockout and wild-type females shows a 
number of fully grown oocytes in both ovaries.
[Ago2F/F, Zp3-Cre] A
Floxed
Deleted
[Ago2F/ ]
B
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the siRNAs [20,21]. Retrotransposons are also de-
repressed in the mutant oocytes [20]. These results indi-
cate diverse roles for Dicer and Ago2 in mouse oocytes;
they are not only involved in the miRNA pathway, but
also drive the siRNA pathway and control gene expression
via RNAi machinery.
Morita et al. reported results from another line of Ago2
knockout mice that showed a more severe phenotype,
dying at around E6.5, which is very similar to Dicer
knockout mice [22,23]. Their knockout mice are a gene-
trap line, which disrupts exon 1 instead of exons 9 to 11
in our knockout mice shown here. It is possible that their
knockout is a null mutant, while ours may be a hypo-
morph. Nevertheless, de-repression of retrotransposons
was not observed in knockout embryos, whereas the ret-
rotransposons MT and RLTR10 were highly expressed in
our Ago2-deficient oocytes [20]. This difference can be
explained because MT and RLTR10 are mouse oocyte-spe-
cific retrotransposons, so there could be different regula-
tion of retrotransposon expression between somatic cells
and oocytes.
Conclusion
Our studies reveal that Ago2 is essential for mouse oogen-
esis but apparently not for spermatogenesis [14]. Ago2
Morphology of E1.5 embryos derived from Ago2-deficient oocytes and wild-type oocytes Figure 2
Morphology of E1.5 embryos derived from Ago2-deficient oocytes and wild-type oocytes. (A) Embryos above the 
red line are Ago2 knockout, while embryos below the red line are wild-type controls. Spindle formation in wild-type (left) and 
Ago2-deficient (right) ovulated metaphase II oocytes. (B) The spindle was stained with rat monoclonal anti-tubulin (YL 1/2, 
Abcam) antibody (Green) and DNA was counterstained with DAPI (blue).
Wild-type
Ago2 Knockout A
B
Wild-type Ago2 KnockoutEpigenetics & Chromatin 2009, 2:9 http://www.epigeneticsandchromatin.com/content/2/1/9
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also has a role in miRNA homeostasis, suggesting a spe-
cific role for Ago2 in RISC. Our results, together with
those from Watanabe et al. and Tam et al. [20,21] suggest
that siRNAs, as well as miRNAs, are regulated by Dicer and
Ago2 in the mouse oocyte to control retrotransposon
expression and mRNA expression. Our work may help to
pave the way to understanding of the molecular mecha-
nism of miRNA/siRNA genesis and functions, and related
processing machinery.
Methods
Mice and oocytes
Work on mice described in this paper has ethical approval
from the University of Cambridge and has been carried
out under an animal project license issued by the UK
Home Office to MAS. The Ago2 floxed mice were mated
with Zp3-Cre transgenic mice to obtain [Ago2F/F, Zp3-Cre]
conditional knockout females [9,10]. Mice were geno-
typed by polymerase chain reaction (PCR; primers
sequences and PCR conditions are available from the
authors on request). Growing oocytes were obtained from
the ovaries of P10 females, according to the protocol
described previously [24]. Ovulated MII oocytes were col-
lected from the oviducts from adult females and treated
with hyaluronidase to remove the cumulus cells.
miRNA expression analysis
miRNA expression from each oocyte was examined by a
protocol described previously [11,12]. Briefly, individual
oocytes were lysed at 95°C for 5 min and then all miRNAs
were reverse transcribed in a 5 μl reaction. cDNAs were
then amplified by pre-PCR in a 25 μl reaction. After the
amplification, all miRNAs were assayed individually by
TaqMan probe-directed real-time PCR by ABI 7000 system
[12]. The relative amount of miRNAs was deduced based
on the standard curve of synthesized miR-16 mature
miRNA under exactly the same conditions. All primers
and probes used were listed previously (see supplement of
[11]).
Microarray analysis
Samples underwent in vitro transcription (IVT) to synthe-
size DIG-labeled cRNA using part of the Applied Biosys-
tems NanoAmp RT-IVT protocol (Section 2 onwards of
Table 2: The relative expression levels of let-7 family miRNAs in 
wild-type (WT) and Ago2-deficient (KO) oocytes.
WT KO KO/WT
let-7a 9,034 9 0.1%
let-7b 4,517 246 5.4%
let-7c 5,189 246 4.7%
let-7d 2,421 115 4.8%
let-7e 6,388 399 6.2%
let-7f 6,847 399 5.8%
let-7g 2,594 81 3.1%
let-7i 2 0 0.0%
The relative amount of each miRNA was determined by using 
standard curve of synthesized miR-16.
Hierarchical clustering heat map of 220-plex miRNA expres- sion profiles Figure 3
Hierarchical clustering heat map of 220-plex miRNA 
expression profiles. 220-plex miRNA expression profiles 
between wild-type (Wt) and Ago2-KO oocytes were shown 
as a heat map based on the Ct value of each miRNA.
Ct valuesEpigenetics & Chromatin 2009, 2:9 http://www.epigeneticsandchromatin.com/content/2/1/9
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protocol WISe_0025_v01). All cDNA samples were nor-
malized to 10 ng/μl and 60 ng was used in IVT (see work-
sheet RNW024-01). Samples were then QC'd for quantity
(nanodrop spectrophotometer) and quality (Agilent Bio-
analyzer). 10 μg of cRNA was fragmented and subse-
quently prepared for hybridization to Applied Biosystems
V2.0 Mouse Genome Microarray in accordance with The
Applied Biosystems Chemiluminescence Detection Proto-
col (WISe_0018_v02) [25]. Following hybridization,
arrays were stained, washed, and finally scanned using the
Applied Biosystems 1700 Chemiluminescent Microarray
Analyzer.
Immunostaining
Oocytes were fixed in 4% paraformaldehyde/PBS for 10
min, and washed with PBS three times. After 1 h incuba-
tion with blocking buffer (1% bovine serum albumin and
0.1% Tween-20 in TBS), oocytes were incubated overnight
with the anti-tubulin antibody (YL 1/2, Abcam, UK)
diluted with blocking buffer to 1:100 at 4°C. After exten-
sive washes, the oocytes were incubated for 30 min with
an appropriate Alexa488-conjugated second antibody
diluted to 1:100 at room temperature. After washing with
PBS three times, DNA was counterstained with DAPI.
Heat map of single cell cDNA microarray of oocytes Figure 4
Heat map of single cell cDNA microarray of oocytes. Unsupervised hierarchical structure heat map of single cell cDNA 
microarray of wild-type (WT) GV oocyte, wild-type mature oocyte, Ago2-deficient mature oocyte, and Dicer-deficient mature 
oocyte. All 7,589 P < 0.01 genes were shown.
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Accession numbers
All the data of the single cell cDNA microarray were
deposited in GeneBank [26]. The accession number is
GSE15529.
Competing interests
The authors declare that they have no competing interests.
Authors' contributions
MK, FT and MAS conceived of and designed the experi-
ments. MK, FT and KL performed the experiments. MK,
FT, KL and MAS analysed the data. DO generated condi-
tional knockout mice. MK, FT, KL and MAS wrote the
paper. All authors read and approved the final manu-
script.
Additional material
Acknowledgements
We thank Sheila Barton and Caroline Lee for the mouse maintenance. We 
also thank WN de Vries and BB Knowles for the Zp3-Cre transgenic mice. 
This work was supported by grants from the Wellcome Trust to MAS.
References
1. Bartel DP: MicroRNAs: genomics, biogenesis, mechanism,
and function.  Cell 2004, 116:281-297.
2. Bartel DP, Chen CZ: Micromanagers of gene expression: the
potentially widespread influence of metazoan microRNAs.
Nat Rev Genet 2004, 5:396-400.
3. Pasquinelli AE: MicroRNAs: deviants no longer.  Trends Genet
2002, 18:171-173.
4. Grishok A, Pasquinelli AE, Conte D, Li N, Parrish S, Ha I, Baillie DL,
Fire A, Ruvkun G, Mello CC: Genes and mechanisms related to
RNA interference regulate expression of the small temporal
RNAs that control.  C elegans 2001, 106:23-34.
5. Lim LP, Lau NC, Garrett-Engele P, Grimson A, Schelter JM, Castle J,
Bartel DP, Linsley PS, Johnson JM: Microarray analysis shows that
some microRNAs downregulate large numbers of target
mRNAs.  Nature 2005, 433:769-773.
6. Tang F, Kaneda M, O'Carroll D, Hajkova P, Barton SC, Sun YA, Lee
C, Tarakhovsky A, Lao K, Surani MA: Maternal microRNAs are
essential for mouse zygotic development.  Genes Dev 2007,
21:644-648.
7. Murchison EP, Stein P, Xuan Z, Pan H, Zhang MQ, Schultz RM, Han-
non GJ: Critical roles for Dicer in the female germline.  Genes
Dev 2007, 21:682-693.
8. Liu J, Carmell MA, Rivas FV, Marsden CG, Thomson JM, Song JJ, Ham-
mond SM, Joshua-Tor L, Hannon GJ: Argonaute2 is the catalytic
engine of mammalian RNAi.  Science 2004, 305:1437-1441.
9. O'Carroll D, Mecklenbrauker I, Das PP, Santana A, Koenig U, Enright
AJ, Miska EA, Tarakhovsky A: A Slicer-independent role for Arg-
onaute 2 in hematopoiesis and the microRNA pathway.
Genes Dev 2007, 21:1999-2004.
10. de Vries WN, Binns LT, Fancher KS, Dean J, Moore R, Kemler R,
Knowles BB: Expression of Cre recombinase in mouse
oocytes: a means to study maternal effect genes.  Genesis
2000, 26:110-112.
11. Tang F, Hajkova P, Barton SC, Lao K, Surani MA: MicroRNA
expression profiling of single whole embryonic stem cells.
Nucleic Acids Res 2006, 34:e9.
12. Tang F, Hajkova P, Barton SC, O'Carroll D, Lee C, Lao K, Surani MA:
220-plex microRNA expression profile of a single cell.  Nat
Protoc 2006, 1:1154-1159.
13. Kurimoto K, Yabuta Y, Ohinata Y, Ono Y, Uno KD, Yamada RG,
Ueda HR, Saitou M: An improved single-cell cDNA amplifica-
tion method for efficient high-density oligonucleotide micro-
array analysis.  Nucleic Acids Res 2006, 34:e42.
14. Hayashi K, Chuva de Sousa Lopes SM, Kaneda M, Tang F, Hajkova P,
Lao K, O'Carroll D, Das PP, Tarakhovsky A, Miska EA, Surani MA:
MicroRNA biogenesis is required for mouse primordial
germ cell development and spermatogenesis.  PLoS ONE 2008,
3:e1738.
15. Aravin A, Gaidatzis D, Pfeffer S, Lagos-Quintana M, Landgraf P, Iovino
N, Morris P, Brownstein MJ, Kuramochi-Miyagawa S, Nakano T,
Chien M, Russo JJ, Ju J, Sheridan R, Sander C, Zavolan M, Tuschl T: A
novel class of small RNAs bind to MILI protein in mouse tes-
tes.  Nature 2006, 442:203-207.
16. Girard A, Sachidanandam R, Hannon GJ, Carmell MA: A germline-
specific class of small RNAs binds mammalian Piwi proteins.
Nature 2006, 442:199-202.
17. Grivna ST, Beyret E, Wang Z, Lin H: A novel class of small RNAs
in mouse spermatogenic cells.  Genes Dev 2006, 20:1709-1714.
18. Watanabe T, Takeda A, Tsukiyama T, Mise K, Okuno T, Sasaki H,
Minami N, Imai H: Identification and characterization of two
novel classes of small RNAs in the mouse germline: retro-
transposon-derived siRNAs in oocytes and germline small
RNAs in testes.  Genes Dev 2006, 20:732-743.
19. Aravin AA, Sachidanandam R, Girard A, Fejes-Toth K, Hannon GJ:
Developmentally regulated piRNA clusters implicate MILI in
transposon control.  Science 2007, 316:744-747.
20. Watanabe T, Totoki Y, Toyoda A, Kaneda M, Kuramochi-Miyagawa S,
Obata Y, Chiba H, Kohara Y, Kono T, Nakano T, Surani MA, Sakaki
Y, Sasaki H: Endogenous siRNAs from naturally formed dsR-
NAs regulate transcripts in mouse oocytes.  Nature 2008,
453:539-543.
21. Tam OH, Aravin AA, Stein P, Girard A, Murchison EP, Cheloufi S,
Hodges E, Anger M, Sachidanandam R, Schultz RM, Hannon GJ: Pseu-
dogene-derived small interfering RNAs regulate gene
expression in mouse oocytes.  Nature 2008, 453:534-538.
22. Morita S, Horii T, Kimura M, Goto Y, Ochiya T, Hatada I: One Arg-
onaute family member, Eif2c2 (Ago2), is essential for devel-
opment and appears not to be involved in DNA methylation.
Genomics 2007, 89:687-696.
23. Bernstein E, Kim SY, Carmell MA, Murchison EP, Alcorn H, Li MZ,
Mills AA, Elledge SJ, Anderson KV, Hannon GJ: Dicer is essential
for mouse development.  Nat Genet 2003, 35:215-217.
24. Hiura H, Obata Y, Komiyama J, Shirai M, Kono T: Oocyte growth-
dependent progression of maternal imprinting in mice.
Genes Cells 2006, 11:353-361.
25. Kuo WP, Liu F, Trimarchi J, Punzo C, Lombardi M, Sarang J, Whipple
ME, Maysuria M, Serikawa K, Lee SY, McCrann D, Kang J, Shearstone
JR, Burke J, Park DJ, Wang X, Rector TL, Ricciardi-Castagnoli P, Per-
rin S, Choi S, Bumgarner R, Kim JH, Short GF 3rd, Freeman MW, Seed
B ,  J e n s e n  R ,  C h u r c h  G M ,  H o v i g  E ,  C e p k o  C L ,  P a r k  P ,  et al.:  A
sequence-oriented comparison of gene expression measure-
Additional file 1
Heat map of wild type (WT), Ago2-deficient (Ago2) and Dicer-defi-
cient (Dicer) oocyte cDNA microarray from single oocyte. Genes that 
are differentially expressed between wild-type (left six columns), Ago2-
deficient (middle three columns) and Dicer-deficient oocytes (right six 
columns) are shown (P values (FC(AGO2-KO/Wt-oocyte)) < 0.05 and 
FC (AGO2-KO/Wt-oocyte) >2 or <0.5).
Click here for file
[http://www.biomedcentral.com/content/supplementary/1756-
8935-2-9-S1.pdf]
Additional file 2
Real-time PCR measurement of candidate gene expression. Seven 
genes showing differential expression based on array results were checked 
by single cell cDNA real-time PCR. Six of them were confirmed as show-
ing differential expression.
Click here for file
[http://www.biomedcentral.com/content/supplementary/1756-
8935-2-9-S2.pdf]Publish with BioMed Central    and   every 
scientist can read your work free of charge
"BioMed Central will be the most significant development for 
disseminating the results of biomedical research in our lifetime."
Sir Paul Nurse, Cancer Research UK
Your research papers will be:
available free of charge to the entire biomedical community
peer reviewed and published  immediately upon acceptance
cited in PubMed and archived on PubMed Central 
yours — you keep the copyright
Submit your manuscript here:
http://www.biomedcentral.com/info/publishing_adv.asp
BioMedcentral
Epigenetics & Chromatin 2009, 2:9 http://www.epigeneticsandchromatin.com/content/2/1/9
Page 8 of 8
(page number not for citation purposes)
ments across different hybridization-based technologies.  Nat
Biotechnol 2006, 24:832-840.
26. Genebank   [http://www.ncbi.nlm.nih.gov/geo]